[Abstract] The combination of immunofluorescence and laser scanning confocal microscopy (LSM) is essential to high-resolution detection of molecular distribution in biological specimens. A frequent limitation is the need to image deep inside a tissue or in a specific plane, which may be inaccessible due to tissue size or shape. Recreating high-resolution 3D images is not possible because the pointspread function of light reduces the resolution in the Z-axis about 3-fold, compared to XY, and light scattering obscures signal deep in the tissue. However, the XY plane of interest can be chosen if embedded samples are precisely oriented and sectioned prior to imaging (Figure 1 ). Here we describe the preparation of frozen tissue sections of the Drosophila wing imaginal disc, which allows us to obtain high-resolution images throughout the depth of this folded epithelium.
www.bio-protocol.org/e2725 Note: The product "Leica CM1850" has been discontinued. 3. Under the dissection microscope: Gently remove the wing discs from carcasses in PBT.
4. Using a pipette, transfer the wing discs into a well of Solution C (sucrose, see Recipes) and incubate for about 60 min at room temperature. www.bio-protocol.org/e2725 Figures 3A and 3C ). 12. Gently fill the capsule with tissue freezing medium, allowing large air bubbles to escape ( Figure   4D ).
13. Place capsule immediately into dry ice or a -80 °C freezer.
C. Cryosectioning 1. Remove the frozen sample from the plastic embedding capsule. This is achieved by first removing the lid, then cutting away the remainder of the plastic capsule with a razor blade.
2. Affix the sample to a cold (-80 °C) microtome sample holder using tissue freezing medium ( Figures 5A-5B ).
3. With the cryostat chamber set to -24 °C, place the holder in the microtome ( Figure 5C ). 
Data analysis
Laser scanning confocal microscopy can be used to examine tissue sections. 2. In cutting gelatin with embedded tissue (Figure 3) , it is important that the gelatin remain cold and rigid during the cutting process to facilitate precise cuts and proper angling.
3. For achieving correctly angled sections, the gelatin cutting and the cryosectioning steps are critical. During gelatin cutting, it is important to ensure the wing disc lies perfectly flat ( Figure   3B ). During cryosectioning, it is important to ensure the microtome blade is cutting evenly across the face of the sample. 
